Supplementary Figure 3 . The 3-way connector trimerizers into highly thermal-stable assemblies. a, SDS-PAGE gel analysis of the 3-way connector demonstrates a trimeric structure that is denatured by high temperature into monomers. The samples in 2% SDS were incubated at varying temperatures for 5 min. b, The intensity of the trimer bands in a were quantified by densitometric analysis. The data were fitted to a sigmoidal curve and had an apparent T m of 63.3 ± 0.5°C. c, Unfolding curve of the foldon domain within the 3-way connector was recorded by measuring the fluorescence emission maxima of the sole tryptophan residue of foldon at an excitation wavelength of 295 nm as a function of increasing temperature. The data are the means of three separate experiments and had an apparent T m of 84.1 ± 0.2°C when fitted to a sigmoidal curve.
Lane:
1. Spectra BR protein ladder 2. 1 μM 2-way connector 3. 1 μM 3-way connector 4. 1 μM PFD 5. 10 μM PFD 6. 1 μM 2-way connector + 1 μM PFD 7. 1 μM 2-way connector + 10 μM PFD 8. 1 μM 3-way connector + 1 μM PFD 9. 1 μM 3-way connector + 10 μM PFD 
